culo-angiogenesis and hematopoiesis was developed. ciation of pericytes from ECs, a process mediated by P-Sp explants from the E9.5 embryos were cultured on inactivation of Ang1 signaling. Subsequently, ECs may OP9 stromal cells. In this culture, PECAM-1 ϩ ECs form a sprout toward Ang1-producing tissues. As recruitment sheet-like structure (vascular bed, vb) and subsequently of pericytes is followed by migration of ECs, Ang1-proform a network (vascular network, vn) in the periphery ducing cells may promote vessel sprouting at a distance.
of the endothelial sheet. To analyze vasculo-angiogenTo examine the angiogenesis mediated by TIE2-angioesis in this culture system, EC growth was observed poietin system, we established a new culture system using the markers PECAM-1, Flk-1, and TIE2. At the supporting angiogenesis and hematopoiesis using the early stages of culture, PECAM-1-and Flk-1-positive para-aortic splanchnopleural (P-Sp) region (pre-AGM ECs were generated from the P-Sp explant. These cells region; aorta-gonad-mesonephros region), a site where migrated and formed a circle around the explant on OP9 definitive HSCs are committed from hemangioblasts cells ( Figure 1A The development of HCs was observed in this culture system. HCs, which were initially observed in the periphery of the vascular bed, migrated into the vascular network area and proliferated. As the number of HCs increased, erythroid, granulocyte-macrophage, and lymphoid progenitor cells increased on days 6-10 of culture ( Figure 1B) . Figure 3A, a and c) .
Lack of Hematopoiesis and Angiogenesis in P-
shown). Moreover, the number of hematopoietic proCells harvested from cultures derived from wt embryos genitor cells in c-Myb mutant cultures was a hundredformed several hematopoietic colonies in a semisolid fold less than that observed in wt explants (Table 1) . In medium; however, AML1 mutant embryos did not generproportion to the number of HCs, the area of the vascular ate hematopoietic progenitor cells in these conditions network was reduced in cultures of c-Myb mutant ex- (Table 1 ). After fixation of the culture plate, we examined plants ( Figure 3B ). the development of ECs. The wt explant generated vascular beds and networks ( Figure 3A, e) 
